Supplemenary Figure 2:
Digital quantification of fluorescence signals was done in standard samples without or with rare number of methylated DNA fragments (0 (1), 5 (2), 9 (3), 94 (4), 375 (5), 750 (6), 1.500 (7) or 3.000 (8) copies as shown at the top on the right side) against a background of unmethylated DNA fragments (25.000 copies) of the PLA2R1 gene after pre-amplification at 63.0°C for 15 cycles using PL-168 bp, PL-161 bp or PL-150 bp primers. Preamplification was followed by ddPCR with the same primer pairs as applied in the pr-eamplification, respectively. (A) FAM signals (positive for methylated DNA fragments) registered after pre-amplification with PL-168 bp at an annealing temperature of 55.1°C and 2.5 mM MgCl 2 concentration (I), 55.1°C and 8.0 mM MgCl 2 (II), 63.0°C and 2.5 mM MgCl 2 (III), pre-amplification with PL-150bp at 63.0°C and 2.5 mM MgCl 2 (IV), 63.0°C and 8.0 mM MgCl 2 (V), or pre-amplification with PL-133bp at 55.1°C and 1.5 mM MgCl 2 (VI), and 55.1°C and 6.0 mM MgCl 2 (VII). Arrows (in A) show the FAM signal amplitudes in samples with 3,000 copies of methylated DNA using the PL-168bp primer pair (I-III) that were kept low independent on MgCl 2 concentration and annealing temperature in comparison to the amplitudes observed while using PL-150 bp and PL-133 bp primer pairs. 
